For a positive coagulase test with certain isolates of Staphylococcus aureus, inoculation of 0.5 ml of coagulase plasma with at least two colonies and 24 h of incubation at 35 to 37°C may be required. S. aureus does not multiply in coagulase plasma. There is also lot-to-lot variation in the sensitivity of coagulase plasma. On isolates from critical specimens, a negative coagulase test obtained with an inoculum of less than two colonies should be confirmed by repeating the procedure with a larger inoculum or by using some other confirmatory test.
For a positive coagulase test with certain isolates of Staphylococcus aureus, inoculation of 0.5 ml of coagulase plasma with at least two colonies and 24 h of incubation at 35 to 37°C may be required. S. aureus does not multiply in coagulase plasma. There is also lot-to-lot variation in the sensitivity of coagulase plasma. On isolates from critical specimens, a negative coagulase test obtained with an inoculum of less than two colonies should be confirmed by repeating the procedure with a larger inoculum or by using some other confirmatory test.
Rapid and accurate discrimination between Staphylococclis aiureuis and coagulase-negative staphylococci is of great importance in clinical microbiology. S. aiureius is usually assumed to be a pathogen, whereas coagulase-negative staphylococci are more often considered to be contaminants, particularly when isolated only in small amounts. In our use of the Isolator (Du Pont Co., Wilmington, Del.) we have frequently had to evaluate the significance of one or a few staphylococcal colonies on the agar plates on which we plant the Isolator concentrate. When this occurs, we have had to inoculate one or even part of one colony into a coagulase tube, but we have assumed that this procedure was satisfactory, as a single large colony is generally thought to be sufficient to produce a positive test (6) . We also assumed that the organism would multiply in the incubated plasma tubes. However, on a few occasions we found that the coagulase test, when performed with a single colony or less, was negative even at 24 h but was positive when a larger inoculum was used. Because of this inoculum effect, we decided to conduct a more systematic study of both the influence of inoculum size on the coagulase test and the ability of the coagulase medium to support growth of S. Colony counts from coagulase plasma tubes were done with organisms A and C. With organism C, for each lot, there was a progressive decrease in viable organism concentration over time in the coagulase plasma tubes, so that after 24 h, 1/10 or less of the original inoculum remained viable as determined by the subculture colony count procedure ( Table  2) . Organism A was similarly tested with one lot of coagulase plasma, and after 24 h, less than 1/10 of the original inoculum remained viable.
DISCUSSION
There have been several publications of investigations and reviews of coagulase-negative staphylococci which show varying degrees of biochemical similarity to S. aureus (1, 2, 5, 8) . It is not always clear from published reports what inoculum size was used in the coagulase test. A standard reference (6) recommends the use of a large, well-isolated colony, but our data suggest that with some isolates and some lots of coagulase plasma, even a single colony may not provide enough inoculum for a positive coagulase test. Expressed more quantitatively, at least 108 organisms per ml should be used whenever possible for each coagulase tube test. Our data further suggest that S. aureus does not grow in coagulase plasma; therefore, incubation of coagulase plasma for 18 to 24 h does not compensate for the use of a small inoculum, although it may of course provide more time for the activity of whatever amount of coagulase was introduced initially. Goldstein and Roberts (4) have reported some differences with different lots of coagulase plasma from different manufacturers, using the same inoculum size in the different lots, and in the same paper a possible effect of inoculum size (the substrate/bacteria ratio) on the test results is discussed.
Use of the Isolator blood culture system can be expected to result in a significant number of single-colony isolations of staphylococci (3), and clinical laboratories will be expected to distinguish whether these isolates are S. aureus as quickly as possible. Although the directions of the manufacturer provided in the product insert indicate that the Staphylatex test requires only one colony, we have had occasional problems with a false-negative Staphylatex result, presumably because of using too small an inoculum. After an evaluation of several latex agglutination tests for S. aureus, we selected the Staphylatex kit, but we found it best to use at least five large, well-isolated colonies whenever possible for performance of the test (V. J. Gill 
